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ABSTRACT: 

Temozolomide (TMZ) is an all<ylating agent used for the treatment of glioblastoma 
multiforme (GBM), the main form of human brain tumours in adults. It has been 
reported that TMZ induced DNA lesions that subsequently trigger cell death but the 
actual mechanisms involved in the process are still unclear. We investigated the 
implication of major proteins of the Bcl-2 family in TMZ-induced cell death in GSM 
cell lines at concentrations closed to that reached in the brain during the treatments. 
We did not observe modulation of autophagy at these concentrations but we found 
an induction of apoptosis. Using RNA interference, we showed that TMZ induced 
apoptosis is dependent on the pro-apoptotic protein Bak but independent of the pro- 
apoptotic protein Bax. Apoptosis was not enhanced by ABT-737, an inhibitor of Bcl- 
2/Bcl-XI/Bcl-W but not Mcl-l. The knock-down of Mcl-l expression increased TMZ 
induced apoptosis. Our results identify a Mcl-l/Bak axis for TMZ induced apoptosis 
in GBM and thus unravel a target to overcome therapeutic resistance toward TMZ. 



INTRODUCTION 

Glioblastoma multiforme (GBM), the most common 
form of brain cancer in the aduhs, are highly resistant to 
current treatments. The 2-year survival rate remains low as 
most of the tumours recur despite the aggressive treatment 
combining surgery, radio and chemotherapy [1]. Recently, 
the introduction of temozolomide (TMZ) in association 
with radiotherapy in the treatment of GBM has produced 
a small but significant over all survival in a subset of 
patients [2]. The cytotoxicity of TMZ is mainly mediated 
by the generation of 0''methylguanine in DNA, which 
triggers cell cycle dependent DNA damage and ensuing 
cell death [3]. The expression of O'^-methylguanine-DNA 
methyl transferase (MGMT) limits TMZ therapeutic 
efficacy by removing 0''-methylguanine [4]. 

So far, the only prognostic/predictive factor for 
longer survival after TMZ treatment is the partial or total 
silencing of MGMT through methylation of its gene 
promoter which favours TMZ induced major defects 



in DNA repair [4] . However, both in vitro and in vivo, 
cell death triggered by TMZ at therapeutic doses is still 
low even in MGMT silenced tumours [3]. This means 
that other factors, which are currently not known, are 
probably involved in GBM resistance. The precise 
mechanism of cell death triggered by TMZ, is still subject 
to controversial discussion and studies of the association 
of TMZ with other drugs indeed revealed a complex array 
of mechanisms implicated in TMZ cytotoxicity [5]. It has 
been reported that TMZ through the production of O*"- 
methylguanine was inducing apoptosis [6]. However, the 
actual apoptotic mechanism triggering and amplifying the 
response to TMZ is still unknown as contradictory results 
have been published (see for example references 7 and 8). 
Moreover the importance of apoptosis has been challenged 
by others who observed predominantly an induction of 
autophagy after TMZ treatment of glioma cell lines [9]. 
Apoptosis and autophagy are both cell death programs 
but the latter is also an essential component of cellular 
survival mechanism which plays an important role in 
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cancer [10]. TMZ was although shown to induce mitotic 
catastrophe in p53-deficient glioma cells [11]. Additional 
signalling pathways have been associated with TMZ 
cytotoxicity such as G2/M check point integrity [12], up- 
regulation of miR-21 [13], induction of senescence [11, 
14], and elevated AMP-activated Protein Kinase [15]. 

However, in most of these studies, the concentrations 
of TMZ used were far greater than that achieved during 
GBM treatment (i.e.> 50 (xM) and thus did not necessarily 
reflect TMZ actual toxicity in patients. We thus decided 
to evaluate the implication of proteins of the Bcl-2 family 
at TMZ therapeutic doses [16] as members of this family 
are central in the control of both apoptosis and autophagy 
downstream of DNA damage [17-21]. 

RESULTS 

Effect of TMZ on the induction of cell death and 
cell cycle in glioma cell lines 

We used a human glioma cell line which does not 
express MGMT, U251, but with a mutant p53 status. We 
used TMZ concentrations up to 50 |J,M, concentration 
closed to the AUG in brain (31+/-6.2|uM/l/h) as described 
by Ostermann et al. [16]. To analyze cell death after 
TMZ treatment, we used a LDH assay (see materials and 
methods). The LDH activity in the supernatant was only 



moderately increased after incubation for 3 days with 
both TMZ concentrations (i.e. 12.5 and 50 \iM) (Figure 
lA). In cells treated for up to 72 hrs in the continuous 
presence of TMZ, apoptosis was quantified every 24 hrs 
by measuring caspase 3 activity (i.e. DEVDase activity) as 
described in materials and methods. As showed in Figure 

IB, caspase activity was only increased after 72 hrs at 12.5 
and 50 (xM TMZ. In presence of the inhibitor of DEVDase 
activity (DEVD-CHO), no caspase activity was observed 
(Figure SI). Block in G2/M has been proposed as the 
main effect of TMZ on glioma [1 1]. As shown in Figure 

IC, TMZ induced a block in G2/M in U251 cell line at 
both concentrations with similar amplitude. At higher 
dose (i.e. 100 (xM), it has been reported that TMZ induced 
autophagy, but not apoptosis in malignant glioma cells 
[9]. Autophagy can be monitored by the analysis of the 
conversion of soluble LC3-1 to lipid bound LC3-11 which 
is associated with the fomiation of autophagosomes. 
We used LC3 antibodies to detect autophagy. As shown 
in Figure ID, the incubation of U251 with 50 ^M TMZ 
did not trigger autophagy. Similar results were obtained 
with other markers of autophagy such as autophagosome 
labelling with monodansylpentane (MDH) and 
degradation of p62/ SQSTMl, a LC3-11 partner (data not 
shown). From these results, we conclude that apoptosis 
would prevail over autophagy at TMZ concentrations 
inferior to 1 00 |.iM. 
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Figure 1: TMZ induced apoptosis and G2 cell arrest at therapeutic concentrations in U251 cells. U251 cells were treated 
with 12.5 fiM or 50 |xM TMZ. (A) LDH activity was measured in the supernatant at indicated times. Data are expressed as mean +/- 
SD. (B) DEVDase activity was measured after 48 and 72h TMZ exposure. (C) Cells were stained with iodide propidium and cell cycle 
analysis was performed at 48h post-TMZ exposure. (D) Western Blot showing no LC3 cleavage in response to TMZ in U25 1 cells. BBSS 
medium was used as positive control of autophagy and both LC3-I and LC3-II are present. Each experiment was performed at least 3 times 
independently. 
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Role of Bcl-2 , Bcl-Xl and Mcl-l in U251 response 
to TMZ 

Bcl-2 family members are regulators of apoptosis 
[18]. We thus analyzed the expression of several key 
members of the Bcl-2 family after TMZ treatment at 12.5 
or 50 |J.M: namely Mcl-l and Bcl-2, two anti-apoptotic 
members of the Bcl-2 family and Bax and Bak, two pro- 
apoptotic members of the Bcl-2 family. As illustrated in 
Figure 2A, the expression of mRNA encoding for Bcl-2, 
quantified by Q-PCR (see materials and methods) was 
significantly increased in cells surviving TMZ treatment 
(i.e. living cells) at 50 |j.M after 48 and 72 hrs. On the 
other hand, little or no differences were observed for the 
expression of Mcl-l, Bax and Bak after the treatment 
(Figure 2A). Next, we examined the expression of these 
proteins by immunoblots. As illustrated in Figure 2B, 
TMZ did not induce any change in the expression of 
Bax and Bak at the protein level. On the other hand, 
the expression of Bcl-2 was increased and that of Mcl- 
1 considerably reduced during the treatment. Several 
small molecules have been selected on the basis of their 
anti-Bcl-2 activity and among them ABT-737 has been 
shown to be a more potent inhibitor of Bcl-2/Bcl-Xl/ 
Bcl-W but not of Mcl-l [22]. The treatment of U251 
cell line with ABT-737 in the presence of TMZ, did not 
affect apoptosis significantly (Figure 2C), ruling out the 
involvement of Bcl-2/Bcl-Xl/ Bcl-W in the inhibition of 
TMZ induced apoptosis. To examine the importance of 



Mcl-l in TMZ induced cell death, we treated the cells 
with Si-RNAs designed to inhibit the expression of Mcl-l 
(Figure S2A). As illustrated in Figure 2D, the silencing 
of Mcl-l enhanced apoptosis induced by TMZ in U251 
cell line even at the lowest concentration (i.e. 12.5 |J,M), 
when the amount of Mcl-l was not affected by the drug 
(Figure S2A). Of note, at the higher concentration (i.e. 50 
|iM), all cells with silenced Mcl-l were killed by the TMZ 
treatment (data not shown). 

These results showed for the first time that Mcl-l 
play an important role in TMZ induced apoptosis. 

Role of Bax and Bak in U251 response to TMZ 

The expression of Bax and Bak did not appear to be 
modulated by TMZ treatment. However these proteins, 
depending on the nature of the death inducing agent, do 
not exhibit similar sensitivities or implications during 
apoptosis [23]. To examine the role each of these proteins 
play in TMZ response we knocked down the expression 
of Bax or Bak in U251 by RNA interference (Figure 
S2B and C). When Sh-Bax treated cells were incubated 
with TMZ, we observed little or no influence on induced 
apoptosis (Figure 3A). Conversely, the knock down of Bak 
expression significantly decreased the induction of caspase 
activity by TMZ treatment (Figure 3B). Of note, in sh- 
Bak treated cells, a slight decreased in necrosis related 
cytotoxicity was observed as shown by LDH activity 
measurements (Figure 3C). The effect of Bak on apoptosis 
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Figure 2: Influence of TMZ on the expression of Itey 
members of tlie Bcl-2 famUy. (A) RNA expression of Mcl- 
1, Bcl-2, Bax and Bak in U251 cells treated with 12.5 \iM and 
50 \iM TMZ for 48h or 72h was evaluated by qPCR. Data are 
expressed as mean +/- SD. (B) Immunoblots analyses of Bax, 
Bak, Bcl-2 and Mcl-l in U251 treated or not with 50 )iM TMZ 
for 72h. The graph is illustrative of one of three independent 
experiments. (C) DEVDase activity measured in proteins 
extracts, 72h post-treatment of cells by TMZ (12.5 or 50 |iM) 
plus or minus ABT 1 |iM. (D) DEVDase activity measured in 
protein extracts of untreated cells or cells transfected with si- 
RNA, scramble or directed against Mcl-l, and treated for 48h 
with 12.5 [iM TMZ. Data are expressed as mean +/- SD, n=3. 




Figure 3: TMZ induced apoptosis in U251 cells via 
the pro-apoptotic protein Bak. (A) DEVDase activity 
measured in U251 cells infected with sh-scramble or sh-Bax 
and treated with 12.5 or 50 |iM TMZ for 72h. (B) DEVDase 
activity measured in U25 1 cells infected with sh-scramble or sh- 
Bak and treated with 12.5 or 50 jiM TMZ for 72h. (C) Measure 
of the LDH activity in the supernatant of U25 1 infected with 
scrambled, sh-Bak or sh-Bax treated with TMZ. (D) Data are 
expressed as mean +/- SD, n=3. (D) MTT assay with U251 cells 
infected with scramble, sh-Bak or sh-Bax, and treated with 25, 
50 or 100 \iM TMZ for 72h. Data are expressed as mean +/- SD, 
n=3. 
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was not dose dependent (Figure 3D) and no effect on cell 
cycling was observed in TMZ treated control and Sh-Bak 
or Bax U25 1 cells (data not shown). 

It has been shown that in TMZ treated glioma cell 
line, that repair of 0''-methylguanine by MGMT prevented 
apoptosis (6). We thus expressed MGMT in U25 1 cell line 
(Figure S3) which otherwise does not express this enzyme. 
The expression of MGMT decreased the response of 
U251 cells to TMZ as expected (Figure 4). However, the 
expression of MGMT in U25 1 did not change the specific 
role of Bak in TMZ toxicity (Figure 4). 

LN18 exhibited similar Bak/Mcl-1 specificity 
toward TMZ induced apoptosis 

We analyzed the implication of Bak in TMZ induced 
apoptosis in LN18 cells; a PTEN/MGMT positive cell 
line. As shown in Figure 5A, the induction of apoptosis 
required a concentration of TMZ superior to that observed 
for U251 cells (i.e. 250 to 750 ^M). The knock down 
of the expression of Mcl-l (Figure S4A) has a deep 
influence on TMZ induced apoptosis (Figure 5B) while 
that of Bax (Figure S4B) had very little influence on cell 
survival except for at the highest concentration (i.e. 750 
[iM) (Figure 5C). On the other hand, the decrease in the 
expression of Bak (Figure S4C) inhibited significantly, 
TMZ (at all concentrations) induced apoptosis (Figure 
5D). 

DISCUSSION 

The introduction of TMZ/ irradiation regimen in 
the treatment of gliomas has significantly improved the 
outcome of patients [1-2]. However, benefit in terms of 
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Figure 4: TMZ induced apoptosis in U251-MGMT 
positive cells via Bak protein. U251 cells were transfected 
with a control plasmid pDEST 12.2 or a vector pDEST-MGMT 
in presence or in absence of sh-Bak. DEVDase activity was 
measured in protein extracts after 72 h exposure to 12.5 or 50|xM 
TMZ. Results are expressed as mean +/- SD, n=3 



survival is mainly restricted to some patients exhibiting 
MGMT promoter methylation [4, 24, 25]. Indeed, the 
MGMT promoter could be predictive or prognostic for 
a sub-group of gliomas that are exhibiting specific gene 
methylation profile and/or more sensitive to cell death 
induction as suggested by our previous studies [26]. 
We have particularly shown that a DNA-methylating 
factor, such as the folinic acid, induced limited cellular 
proliferation and increased the sensitivity to TMZ- 
induced apoptosis in glioma cells [27]. Of note, among 
silenced genes, several were implicated in apoptosis 
such as survivin, and Bcl-W and others such as MGMT 
specifically implicated in DNA repair and response to 
TMZ [27]. 

Despite numerous works, the mechanisms by which 
TMZ induce cell death in cancer cells remain elusive. 
It has been proposed that the main features of TMZ 
cytotoxicity was associated with induction of cell death 
or cell cycle arrest [4]. In the present study, we show that 
TMZ at a concentration equal or inferior to that achieved 
during patients treatment [16], induced a type of cell 
death which is quantitatively and qualitatively different 
from that described by others at higher concentrations 
(i.e. >100 ]iM). As illustrated in Figure 1, apoptosis 
was always limited in treated glioma cell lines. On the 
other hand, no or little effect on autophagy was observed 
at these TMZ concentrations (Figure 1). However, we 
observed that TMZ induced cell death was a mixture of 
apoptosis and another cell death programme which remain 
to be identified. 

Since the Bcl-2 family members are central to most 
cell death programmes, we have investigated the roles of 
some of its key members in TMZ induced cytotoxicity. It 
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Figure 5: TMZ induced apoptosis in LN18 is also Mcl- 
1 and Bak dependent. (A) DEVDase activity measured after 
72h TMZ exposure at 250, 500 or 750 ]\M. Each experiment 
was perfomed at least 3 times independently. (B) DEVDase 
activity measured in proteins extracts of untreated cells or cells 
transfected with scramble or si-Mcl-1, and treated for 72h with 
125 or 250 ]\M TMZ. Data are expressed as mean +/- SD, n=3. 
(C and D) DEVDase activity measured in LN18 cells treated 
with scramble, sh-Bak or sh-Bax and treated or not with 250, 
500 and 750 ^iM TMZ for 72h 
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has been reported that TMZ at high concentrations (i.e. > 
100 ]xM) induced a change in the Bax: Bcl-2 ratio which 
was instrumental to its cytotoxicity through enhancement 
of apoptosis and/or autophagy [6-9]. In this study, we 
did not observe any change in the expression of Mcl-l, 
Bax or Bak upon TMZ treatment at lower concentrations. 
Pharmacological inhibition of Bcl-2/Bcl-Xl/ Bcl-W by 
ABT-737 did not affect cell death under our conditions 
while the knock down of the expression of Mcl-l affected 
apoptosis (Figure 2). Similarly, the knock down of Bax 
expression did not affect TMZ induced apoptosis while 
that of Bak inhibited this cell death programme. This 
feature was conserved in the presence of MGMT (Figure 
4). Quite remarkably, such a difference was not found 
for necrosis-like cell death quantified by the release 
of LDH where Bax and Bak appeared to play similar 
roles (Figure 1). However, neither Bax nor Bak have an 
influence on autophagy upon TMZ treatment (data not 
shown). We, and others, have shown distinct roles for Bax 
and Bak especially in linking chemotherapeutic drugs or 
death receptor pathways to the mitochondrial apoptosis 
signalling cascade [23, 28-30]. These differences have 
been associated with the extent of the inhibitory effect of 
Mcl-l on Bak [29]. Interestingly, recent results suggest 
that the alkylating DNA-damage agent N-methyl-N'- 
nitro-N-nitrosoguanidine (MNNG) induced cell death 
through a caspase independent but Bax dependent 
pathway called necroptosis [31]. Further investigations are 
necessary to verify if TMZ under our conditions induced 
both a Bax dependent necroptosis and a Bak dependent 
apoptosis. Similarly, the implication of members of the 
Bcl-2 family should be examined in the new therapeutic 
targets that have been recently described [32-36]. 

Altogether, we have identified in this work a Mcl- 
1/Bak axis implicated in TMZ induced apoptosis in two 
different glioma cell lines. These cell lines differ in their 
PTEN and MGMT status, two features that influence their 
response to TMZ. We also show that upon TMZ treatment 
Mcl-l expression is not modified at the transcriptomic 
level but at the protein level.This suggests that targeting 
Mcl-l either by competitive inhibitors of its interaction 
with Bak or by promoting its degradation is a potentially 
important target in glioma. 

In addition, our results suggest that Bax is not 
involved in the apoptotic pathway (i.e. activation of 
caspase 3) but is nonetheless associated with cytotoxicity 
at concentrations that are likely to be reached during 
treatment of GBM patients. Thus a better understanding 
of this non canonical cell death programme induced by 
TMZ might be important to improve the efficacy of GBM 
patient's treatment. 



MATERIALS AND METHODS 



Reagents and Materials. 

All reagents were from Sigma except for the 
Temozolomide (TMZ) obtained from Interchim (Paris, 
France). The stock solution of TMZ in DMSO at lOOmM. 
Aliquots were frozen at -20°C and dilutions to the 
appropriate concentrations were done in culture medium 
just before the experiment. The following antibodies were 
used: Mcl-l (sc-819 Santa Cruz), Bax (2D2, Sigma), Bak 
(556396- BD-Pharmingen USA), SQSTMl/p62(5114-Cen 
Signaling) and LC3B (2775- Cell Signahng), (3 Tubulin 
(T0198-Sigma), aActin (clone C4, MAB1501, Millipore). 
Secondary mouse and rabbit antibodies were Irom Jackson 
Immuno Research (UK). For MGMT transfection the 
plasmid pDEST 12.2 was obtained fi^om In Vitrogen, Life 
technologies (CA) and the MGMT cDNA from ATCC, 
clone MGC-5 186. 

Cell culture. 

U251 cell line and its derivatives were grown in 
high-glucose Dulbecco Modifed Medium enriched with 
10% fetal calf serum, antibiotics and glutamine (Life 
technologies, Carlsbad, CA). Cells were maintained in 
5%C02 incubator at 37°C. 

Cell cycle analysis. 

Cells were plated in 6 well-plates, treated with TMZ 
for the respective time and collected by trypsinization. 
After fixation in 70% alcohol, cells were stained with 
propidium iodide (8^g/ml) in presence of RNAseA- 
DNAse free (Amresco, Solon, OH). Cells were then 
analysed on a BD-Facscan and the Cell Quest software 
(BD Biosciences, Franklin Lakes, NJ). 

Cell viability assays. 

Cell viability was assayed by MTT [37]. Cells were 
seeded in 96 well plates. Next day drugs were added in 
100|a.L at the indicated concentration and plates were 
incubated for 72h. Controls contained drug vehicles. MTT 
0,5mg/ml was then added and after 4 h at 37°C, medium 
was removed and formazan precipitates were dissolved 
in DMSO. Optical density was read at 570 nm on a 
microplate reader (Molecular Device, CA). 



www.impactjournals.com/oncotarget 



2432 



Oncotarget 



Knockdown experiments. 



Western Blot. 



Lentivirus: 

Cells were transduced with MISSION* shRNA 
Lentiviral Particles against Bax (SHVRS NM_004324.3) 
and Bak (SHVRS NM_001188) as recommended by 
the manufacturer (Sigma-Aldrich,Saint-Louis, MO). 
Five sequences were used and after cell selection with 
puromycin (2|ag/ml) the one with the best gene inhibition 
was selected for experiments. Scramble sequences 
(SHCOOIV ; SHC002V) were used as negative controls. 

SiRNA: 

To inhibit Mcl-l, Silencer si RNAs (120644- 
Ambion, Applied Systems) were transfected in 
U251 cell line, with Lipofectamine RNAi Max (Life 
technologies) according to the recommended protocol. 
Final concentration of si RNA was 10)a.M. si-RNA-A, 
sc-37007 , a non targeted si-RNA (Santa-Cruz, CA), was 
used as negative control. After 48h cells were collected 
for protein extraction. 

Protein extraction. 

Cell lysis was done in ice-cold RIPA buffer 
containing protease inhibitors, for 20 min. After 
centrifugation at 13 000 rpm for 20min, 4°C, protein 
concentration in the supernatant was measured by BC 
assay (Uptima, Interchim, France). A standard curve using 
bovine serum albumin was included in each assay. 

Caspase activity. 

DEVDase activity was measured in 25|a,g 
proteins with the fluorometric CaspACE assay system 
(Promega, WI). To determine the specificity of the assay, 
measurements were done in presence of caspase specific 
inhibitor DEVD-CHO [38]. 

LDH activity. 

LDH activity was measured using the Roche 
diagnostic kit (3004732122) on a Cobas 6000 (Roche 
Diagnostics GmbH, D-68298, Mannheim). This assay 
is based on the measure of NADH appearance after 
transformation of lactate from pyruvate by LDH. Control 
medium without cells was used as blank. 



Proteins were separated on 12% acrylamide gels 
and transferred to Immobillon-P transfert membrane 
(Millipore, MA). After Ih incubation with western 
blocking reagent (Roche, Germany) the primary antibody 
was incubated O/N at 4°C. Secondary antibodies were 
applied for 2h at room temperature. Revelation was 
performed by chemoluminescence using ECL reagent 
(Roche, Germany) and the fusion FX7 Imager (Erlangen, 
Germany). 

RNA expression assay. 

Cells were grown in 6-wells plate. After 
treatment, adherent cells were collected and RNA and 
protein extracted using Nucleospin RNA/Protein kit 
(Macherey Nagel, Diiren, Germany) according to the 
recommendations. DNAse treatment was included in the 
protocol. 

The quantity and quality of RNA were 
respectively evaluated using the NanoDrop® ND-1000 
spectrophotometer (Nanodrop Technologies, Wilmington, 
DE) and the Agilent 2100 Bioanalyser (Agilent, Santa 
Clara, CA). The RNAs extracted were of good quality and 
the RNA integrity number (RIN) was >9 in all cases. RNA 
expression was quantified as previously described [40] 
using the MX3005P, and the mix was the Brilliant II Sybr 
Green Master Mix (Agilent, CA). Primers sequences are 
given in Table SI. The housekeeping genes were RPLPO 
(Ribosomal Protein, Large, PO), and GAPDH . 

To insure specificity of the RT-qPCR, an agarose 
gel electrophoresis was initially performed to check 
whether a single PCR product was generated and then a 
melting curve was performed at the end of each RT-qPCR. 
Linearity and efficiency of the RT-qPCR were checked for 
each gene with a standard curve of 4 logs prepared with 
Universal RNA (Stratagene-Agilent, CA). Efficiency was 
>90% in all cases. 

Statistical analysis. 

Statistical analyses were performed using GraphPad 
Prism 5 using unpaired t-Test for group comparisons. 
Significant differences (p < 0.05) are indicated (*) on 
figures. 

Conflict of interest. 

The authors declare no conflict of interest. 
ACKNOWLEDGMENTS. 

This work was supported by grants from the 



www.impactjournals.com/oncotarget 



2433 



Oncotarget 



program "Equipe labellisee de la Ligue Nationale contre le 
Cancer". QS is the recipient of a fellowship from the GBM 
patients association "En Avant la vie" and the Institut de 
Cancerologie de I'Ouest (ICO) 

REFERENCES 

1. Wen PY, Kesari S. Malignant gliomas in adults. N Engl J 
Med. 2008; 359: 492-507. 

2. Stupp R, Mason WP, van den Bent MJ, Weller M, Fisher 
B, Taphoorn MJ, Belanger K, Brandes AA, Marosi C, 
Bogdahn U, Curschmann J, Janzer RC, Ludwin SK, 
Gorlia T, Allgeier A, Lacombe D, et al. Radiotherapy plus 
concomitant and adjuvant temozolomide for glioblastoma. 
N Engl J Med. 2005; 352: 987-96. 

3. Bocangel DB, Finkelstein S, Schold SC, Bhakat KK, Mitra 
S, Kokkinakis DM. Multifaceted resistance of gliomas to 
temozolomide. Clin Cancer Res. 2002; 8: 2725-34. 

4. Hegi ME, Diserens AC, Gorlia T, Hamou MF, de Tribolet 
N, Weller M, Kros JM, Hainfellner JA, Mason W, Mariani 
L, Bromberg JE, Hau P, Mirimanoff RO, Cairncross JG, 
Janzer RC, Stupp R. MGMT gene silencing and benefit 
from temozolomide in glioblastoma. N Engl J Med. 2005; 
352: 997-1003. 

5. Nakada M, Furuta T, Hayashi Y, Minamoto T, Hamada J. 
The strategy for enhancing temozolomide against malignant 
glioma. Front Oncol. 2012; 2: 98. 

6. Roos WP, Batista LF, Naumann SC, Wick W, Weller M, 
Menck CFM, Kaina B. Apoptosis in malignant glioma 
cells triggered by the temozolomide-induced DNA lesion 
06-methylguanine. Oncogene 2007; 26:186-197. 

7. Ochs K, Kaina B. Apoptosis induced by DNA damage 06- 
methylguanine is Bcl-2 and caspase-9/3 regulated and Fas/ 
caspase-8 independent. Cancer Res. 2000; 60: 5815-24. 

8. Roos W, Baumgartner M, Kaina B. Apoptosis triggered by 
DNA damage 06-methylguanine in human lymphocytes 
requires DNA replication and is mediated by p53 and Fas/ 
CD95/Apo-l. Oncogene 2004; 23: 359-67. 

9. Kanzawa T, Germano IM, Komata T, Ito H, Kondo Y, 
and Kondo S. Role of autophagy in temozolomide-induced 
cytotoxicity for malignant glioma cells. Cell Death Diff. 
2004; 11: 448^57. 

10. Shen S, Kepp O, Kroemer G. The end of autophagic cell 
death? Autophagy. 2012 ; 8:1-3. 

1 1 . Hirose Y, Katayama M, Mirzoeva OK, Berger MS, and 
Pieper RO. Akt Activation Suppresses Chk2-Mediated, 
Methylating Agent-Induced G2 Arrest and Protects from 
Temozolomide-induced Mitotic Catastrophe and Cellular 
Senescence. Cancer Res. 2005; 65: 4861-4869. 

12. Hirose Y, Berger MS, Pieper RO. Abrogation of the 
Chkl -mediated G(2) checkpoint pathway potentiates 
temozolomide-induced toxicity in a p53-independent 
manner in human glioblastoma cells. Cancer Res 2001; 61: 
5843-5849. 



13. Shi L, Chen J, Yanga J, Pana T, Zhanga S and Wang Z. 
MiR-21 protected human glioblastoma U87MG cells from 
chemotherapeutic drug temozolomide induced apoptosis 
by decreasing Bax/Bcl-2 ratio and caspase-3 activity. Brain 
Res. 2010; 1352: 255-264. 

14. Giinther W, Pawlak E, Damasceno R, Arnold H, and AJ 
Terzis AJ. Temozolomide induces apoptosis and senescence 
in glioma cells cultured as multicellular spheroids Brit. J. 
Cancer. 2003; 88: 463-469. 

15. Zhang W-B, Wang Z, Shu F, Jin J-h, Liu H-Y, Wang Q-J, 
and Yang Y. Activation of AMP-activated Protein Kinase 
by Temozolomide Contributes to Apoptosis in Glioblastoma 
Cells via p53 Activation and mTORCl Inhibition. J. Biol. 
Chem. 2010; 285: 40461^0471. 

16. Ostermann S, Csajka C, Buclin T, Leyvraz S, Lejeune F, 
Decosterd LA, Stupp R. Plasma and cerebrospinal fluid 
population pharmacokinetics of temozolomide in malignant 
glioma patients. Clin Cancer Res. 2004; 10: 3728-36. 

17. Maiuri MC, CrioUo A, Kroemer G. Crosstalk 
between apoptosis and autophagy within the Beclin 1 
interactome. EMBO J. 2010; 29: 515-6. 

18. Lalier L, Cartron PF, Juin P, Nedelkina S, Manon S, 
Bechinger B, Vallette FM. Bax activation and mitochondrial 
insertion during apoptosis. Apoptosis 2007; 12: 887-896. 

19. Llambi F, Green DR. Apoptosis and oncogenesis: give and 
take in the BCL-2 family. Curr Opin Genet Dev. 2011; 
21:12-20. 

20. Roos WP, Kaina B. DNA damage-induced apoptosis: From 
specific DNA lesions to the DNA damage response and 
apoptosis. Cancer Lett. 2013; 333: 237-48. 

21 . Zinkel S, A Gross A, Yang E. BCL2 family in DNA damage 
and cell cycle control Cell Death Diff 2006; 13: 1351-1359 

22. Oltersdorf T, Elmore SW, Shoemaker AR, Armstrong 
RC, Augeri DJ, Belli BA, Bruncko M, Deckwerth TL, 
Dinges J, Hajduk PJ, Joseph MK, Kitada S, Korsmeyer SJ, 
Kunzer AR, Letai A, Li C, Mitten MJ, Nettesheim DG, Ng 
S, Nimmer PM, O'Connor JM, Oleksijew A, Petros AM, 
Reed JC, Shen W, Tahir SK, Thompson CB, Tomaselli KJ, 
Wang B, Wendt MD, Zhang H, Fesik SW, Rosenberg SH. 
An inhibitor of Bcl-2 family proteins induces regression of 
solid tumours. Nature. 2005; 435: 677-681. 

23. Cartron PF, Juin P, Oliver L, Martin S, Meflah K, Vallette 
FM. Nonredundant role of Bax and Bak in Bid-mediated 
apoptosis. Mol CeU Biol. 2003 ; 23:4701-4712. 

24. Thon N, Kreth S, Kreth F-W. Personalized treatment 
strategies in glioblastoma: MGMT promoter methylation 
status. Oncotargets Ther. 2013; 6: 1363-1372. 

25. Karayan-Tapon L, Quillien V, Guilhot J, Wager M, 
Fromont G, Saikali S, Etcheverry A, Hamlat A, Loussouam 
D, Campion L, Campone M, Vallette FM, Gratas-Rabbia- 
Re C. Prognostic value of 06-methylguanine-DNA 
methyltransferase status in glioblastoma patients, assessed 
by five different methods. J Neurooncol. 2010; 97 :31 1-22. 

26. Hervouet E, Debien E, Campion L, Charbord J, Menanteau 



www.impactjournals.com/oncotarget 



2434 



Oncotarget 



J, Vallette FM, Cartron PF. Folate supplementation limits 37, 
the aggressiveness of glioma via the remethylation of 
DNA repeats element and genes governing apoptosis and 
proliferation. Clin Cancer Res. 2009; 15:3519-29. 38, 

27. Hervouet E, Vallette FM, Cartron PF. Impact of the DNA 
methyltransferases expression on the methylation status of 
apoptosis-associated genes in glioblastoma multiforme. Cell 
Death Dis. 2010; l:e8. 

28. von Haefen C, Gillissen B, Hemmati PG, Wendt J, Giiner 39. 
D, Mrozek A, Belka C, Dorken B, Daniel PT. Multidomain 

Bcl-2 homolog Bax but not Bak mediates synergistic 
induction of apoptosis by TRAIL and 5-FU through the 40, 
mitochondrial apoptosis pathway. Oncogene 2004; 23: 
8320-8332. 

29. Gillissen B, Wendt J, Richter A, Richter A, Miier A, 
Overkamp T, Gebhardt N, Preissner R, Belka C, Dorken B, 
Daniel PT. Endogenous Bak inhibitors Mcl-l and Bcl-xL: 
differential impact on TRAIL resistance in Bax-deficient 
carcinoma. J. Cell Biol. 2010; 188:851-62. 

30. Wang C, Youle RJ. Predominant requirement of Bax 
for apoptosis in HCT116 cells is determined by Mcl-l 's 
inhibitory effect on Bak. Oncogene 2012; 31: 3177-3189. 

3 1 . Baritaud M, Gabon L, Delavallee L, Galan-Malo P, Gilles 
ME, Brunelle-Navas MN, Susin SA. AIF-mediated caspase- 
independent necroptosis requires ATM and DNA-PK- 
induced histone H2AX Serl39 phosphorylation. Cell Death 
Dis. 2012; 3:e390. 

32. Dai Y, Grant S. Targeting multiple arms of the apoptotic 
regulatory machinary. Cancer Res. 2007; 67: 2908-291 1. 

33. Asuthkar S, Velpula KK, Chetty C, Gorantla B, Rao JS. 
Epigenetic regulation of miRNA-21 1 by MMP-9 governs 
glioma cell apoptosis, chemosensitivity and radiosensitivity. 
Oncotarget 2012; 3:1439-54. 

34. Triscott J, Lee C, Hu K, Fotovati A, Bems R, Pambid M, 
Luk M, Kast RE, Kong E, Toyota E, Yip S, Toyota B, Dunn 
SE. Disulfiram, a drug widely used to control alcoholism, 
suppresses the,self-renewal of glioblastoma and over-rides 
resistance to temozolomide. Oncotarget. 2012, 3:11 12-23 

35. Shinsato Y, Furukawa T, Yunoue S, Yonezawa H, Minami 
K, Nishizawa Y, Ikeda R, Kawahara K, Yamamoto M, 
Hirano H, Tokimura H, Arita K. Reduction of MLHl and 
PMS2 confers temozolomide resistance and is associated 
with recurrence of glioblastoma. Oncotarget. 2013 in press. 

36. Kast RE, Boockvar JA, Briining A, Cappello F, Chang 
WW, Cvek B, Dou QP, Duenas-Gonzalez A, Efferth 
T, Focosi D, Ghaffari SH, Karpel-Massler G, Ketola 
K, Khoshnevisan A, Keizman D, Magne N, Marosi 
C, McDonald K, Munoz M, Paranjpe A, Pourgholami 
MH, Sardi I, Sella A, Srivenugopal KS, Tuccori M, 
Wang W, Wirtz CR, Halatsch ME. A conceptually new 
treatment approach for relapsed glioblastoma: coordinated 
undermining of survival paths with nine repurposed drugs 
(CUSP9) by the Intemational Initiative for Accelerated 
Improvement of Glioblastoma Care. Oncotarget. 2013, 
4:502-30. 



Mosmann T. Rapid colorimetric assay for cellular growth 
and survival: application to proliferation and cytotoxicity 
assays. Joumal of Immunological Methods. 1983; 65: 55-63. 
Juin P, Pelletier M, Oliver L, Tremblais K, Gregoire M, 
Meflah K, Vallette FM. Induction of a caspase-3-like 
activity by calcium in normal cytosolic extracts triggers 
nuclear apoptosis in a cell-free system. J Biol Chem. 1998; 
273: 17559-17564. 

PfaffI MW. A new mathematical model for relative 
quantification in real-time RT-PCR. Nucleic Acids Res. 
2001;29:e45 

Tripodi D, Quemener S, Renaudin K, Ferron C, Malard O, 
Guisle-MarsoUier I, Sebille-Rivain V, Verger C, Geraut C, 
Gratas-Rabbia-Re C. Gene expression profiling in sinonasal 
adenocarcinoma. BMC Med Genomics. 2009; 2:65. 



www.impactjournals.com/oncotarget 



2435 



Oncotarget 



